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INTRODUCTION
Bacterial vaginosis (BV) is a non-inflammatory, polymicrobial infection in women of 40 reproductive age (1) . Generally, the infection occurs due to a decrease in protective lactobacilli 41 species, leading to the overgrowth of pathogenic, anaerobic bacteria that are naturally present in suspensions at 10 6 CFU/ml were added separately to different concentrations of CAms in a 96-149 well tissue culture microplate. The microplate was then incubated for 48 h at 37°C under 150 anaerobic conditions. After incubation, the number of non-adherent bacterial cells was counted 151 using a spot plate method and compared with the number of cells of the untreated control. Then, 152 the intact biofilm was stained with 0.1% crystal violet.
153
Biofilm staining using crystal violet (CV) 154 This method was performed as described by Borucki et al. (26) with minor modifications. 155 Briefly, after counting the non-adherent cells, the biofilm was fixed at 60°C for 60 min in an 156 inverted position using an incubator (New Brunswick Scientific Co., Inc., NJ, USA) . In each culture microplate, sealed by amplification tape (Nalge Nunc International, Rochester, NY, 171 USA) and incubated for 24-36 h at 37°C. After incubation, the planktonic cells were removed by 172 gently washing the biofilm twice with 200 μl of fresh broth. The biofilm was then treated with 173 200 μl of a predetermined concentration of the tested compound. The microplate was incubated 174 for 24 h at 37°C under anaerobic conditions. After incubation, the antimicrobials (supernatant) 175 were discarded and the biofilm was washed twice with fresh BHIG broth. The biofilm was then 176 disrupted by vigorous pipetting, in order to determine the number of biofilm-associated cells 177 using the spot plate method.
178
Checkerboard assay for antimicrobial combinations 179 To evaluate the potential effectiveness of the CAms in combination with metronidazole on 180 planktonic and biofilm cells, a checkerboard assay was performed following Algburi et al. (23) 181 with minor modifications. For planktonic cells, a 24 h culture of G. vaginalis ATCC 14018 was 182 diluted to achieve 10 6 CFU/ml. Each antimicrobial agent was diluted twofold with sBHI broth 183 into two separate 96-well non-tissue culture microplates. From each dilution of antimicrobial B, 184 50 μl was added horizontally over 50 μl of antimicrobial A. Then, 100 μl of bacterial suspension 185 (10 6 CFU/ml) was separately added to the predetermined concentration of antimicrobial 186 combinations. The MIC of each combination was determined after 24 h of incubation. 
Scanning electron microscopy (SEM)
SEM was used to visualize the anti-biofilm activity of the AMP mimics. As in the biofilm 214 formation assay, G. vaginalis ATCC 14018 cells were diluted to 10 7 CFU/ml before 2 ml was 215 transferred to each well of a 6-well tissue culture plate (Falcon, BD, Franklin Lakes, NJ, USA), 216 which was then incubated for 24 h at 37°C with a glass slide in each well (12mm, Fisher 217 Scientific, Waltham, MA). After incubation, the biofilms that formed on the glass slides were 218 washed twice with fresh BHIG to remove the non-adherent bacteria. Then, antimicrobial(s) in 219 BHIG were added, and the plate was incubated again for 24 h. Each well was washed twice with 220 BHIG and fixed with 2.5% glutaraldehyde at room temperature for 1 h. The biofilms were 221 dehydrated with a graded series of ethanol solutions (50%, 70%, 80%, 95% and 100%) followed shown increasing resistance to conventional antibiotics (30). When evaluated against planktonic 332 cells of the pathogens, the most effective CAms were the ether compounds, particularly G10 333 ether. As shown in Table 1 , G10 ether had the lowest MIC out of the evaluated CAms against 334 each pathogen. When evaluated for biofilm inhibition of G. vaginalis ATCC 14018, G10 ether at 335 1.6 µM was quite effective (Fig. 2B) , as was G8 ether at 3.6 µM ( Fig. 2A) . Overall, it was 
